For the western blot, protein concentrations were normalized using the Stickland assay. After normalization, samples were loaded on a 12% SDS-PAGE. Subsequently, samples were transferred to a nitrocellulose membrane. After transfer was completed, the membrane was blocked with 5% milk in TBS-Tween 0.1% for 2 h. The membrane was briefly washed with TBS-Tween 0.1% before the primary anti-his tag antibody was added at a 1:1,000 dilution in 3% BSA in TBS-Tween 0.1%. The primary antibody was allowed to incubate overnight and the blot was washed with TBS-Tween 0.1% afterwards. The secondary anti-rabbit antibody was added at a 1:2,000 dilution in 3% BSA in TBS-Tween 0.1% for 2 h. The blot was washed with TBS and revealed with NBT -BCIP in ALP buffer.
www.yeastgenome.org/). Only two proteins were retrieved from this search, Pdp3 and Ioc4. Then, a sequence alignment was performed using the T-coffe algorithm. The alignment between Ioc4 and NSD3s primary sequences showed a score of 23.38; while the alignment between Pdp3 and NSD3s had a score of 24.55. Thus, Pdp3 was chosen as the protein of work. In addition, Stec and coworkers cite the Ioc4 protein as a false positive [1] . The PWWP domains of Pdp3 and Ioc4 were modelled using the I-TASSER server. Pdp3 PWWP showed greater structural similarity to the PWWP domain of NSD3s, so it was chosen as an ortholog of this domain in yeast. The structural analysis is described in the main text of the article. The great similarity between the two models suggests a possible functional relationship and underlies our hypothesis presented in the paper.
